. Different TNRC6 proteins form different mRNP granules in both HeLa Tet-OFF cells and U2OS cells. (A) GW220 recruited endogenous TNRC6B into GW/P bodies in HeLa Tet-OFF cells. (B) GW195 and GW182 recruited endogenous Ago2 into cytoplasmic aggregates that were distinct from GW/P bodies. The percentages of these abnormal aggregates containing endogenous Ago2 were much lower than the GW/P bodies. (C) TNRC6B and TNRC6C formed granules that were distinct from GW/P bodies. The presence of epitope-tagged GW proteins and endogenous components of the GW/P body were determined using the indicated antibodies. (D) Ectopic expression of myc-tagged Ago2 was sufficient to trigger GW/P-body formation and recruit endogenous TNRC6A/GW and TNRC6B proteins. (E) GW220 recruits all the known GW/P-body components into the cytoplasmic granules termed GW/P bodies in U2OS cells. GW195 and GW182 aggregate into distinct cytoplasmic aggregates in U2OS cells. The expression levels of the endogenous GW proteins and myc-tagged overexpressed GW proteins (indicated by asterisks) were determined by Western blot analysis using an antibody that recognized the common C terminus of the TNRC6A/GW proteins. Bars, 10 µm. Figure S2 . Characterization of the GW/TNRC6A antibodies. (A) Western blot analysis confirmed the expression of myc-tagged GW220 and GW195 in 293T cells. GWc antibody recognized the common C-terminal region of all three TNRC6A isoforms, whereas GW220 antibody recognized a sequence only present in the GW220 isoform. RRM, RNA recognition motif. (B) The Ago2 and GWc antibody did not detect a positive signal in the majority of the classical P bodies in HeLaS cells, whereas GWc detected a positive signal in 50% of the P bodies in U2OS cells. The GWc antibody was capable of immunostaining, although it was not as sensitive as the GW220 antibody. (C) The expression levels of the endogenous GW proteins in HeLaS, HeLa Tet-OFF, and U2OS cells were determined by Western blot analysis. GWc antibody was used in C for detection of endogenous GW proteins. Endogenous GW proteins were not detected in A because of the reduced amount of lysate that was used. (D) Elevated expression of GW220 promoted miRISC aggregation and GW/P-body formation. More than 95% of the P bodies present in the myc-GW220 stable cell line were positive for GW220 and Ago2. (E) mRNA targeted by miRNA accumulated in GW/P bodies in the U2OS cell line stably expressing GW220. Bars, 10 µm. Figure S3 . The formation of GW/P bodies in U2OS cells is not affected by the overexpression of catalytically inactive CAF1 mutant. (A) The endogenous PABP protein did not accumulate in the endogenous GW/P bodies in U2OS cells, neither in the classical P bodies in HeLaS cells nor in the granules formed by the overexpression of various GW proteins in both U2OS and HeLa Tet-OFF cells. PABP protein accumulated in the stress granules after sodium arseniteinduced stress in HeLa Tet-OFF cells. (B) Overexpression of catalytically inactive CAF1 mutant (DEmut) impaired deadenylation and blocked the formation of classical P bodies in the HeLaS cells. The formation of GW/P bodies in U2OS cells was not affected by the expression of the CAF1 mutant. WT, wild type. Bars, 10 µm. Figure S4 . Hedls promoted classical P-body formation in mammalian cells and did not silence a tethered mRNA target. (A) The N-myc-tagged Hedls protein nucleated the de novo formation of classical P bodies in HeLa Tet-OFF cells, determined by costaining with Hedls and DDX6 proteins. These P bodies were not GW/P bodies, as determined by costaining with GW220 and Ago2 proteins. (B) Tethering of Hedls did not silence the boxB FLAG--globin reporter mRNA. The N-myc-tagged C-terminal silencing domain of TNRC6C (SD1236C) silenced the tethered mRNA target through mRNA destabilization. GAPDH, glyceraldehyde 3-phosphate dehydrogenase. Bars, 10 µm. Figure S5 . Depletion of GW220 leads to loss of the GW/P bodies and significant loss of the miRNA-targeted mRNA in the remaining miRISC-negative Hedls-positive P bodies. (A) TNRC6B antibody recognized both endogenous and FLAG-tagged TNRC6B proteins. (B) Depletion of GW220 did not affect TNRC6B expression levels. (C) Depletion of GW220 led to loss of the GW/P bodies, as determined by immunofluorescence using TNRC6B antibodies. (D) Depletion of GW220 led to destabilization of the miRNA target mRNA in GW220 stable cells, as determined by qRT-PCR analysis. Mean values ± standard deviations from three independent experiments are shown. (E) Depletion of GW220 led to significant loss of the miRNA-targeted mRNA in the remaining miRISC-negative Hedls-positive P bodies. GAPDH, glyceraldehyde 3-phosphate dehydrogenase. Bars, 10 µm.
